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For manuscripts utilizing custom algorithms or software that are central to the research but not yet described in published literature, software must be made available to editors and
reviewers. We strongly encourage code deposition in a community repository (e.g. GitHub). See the Nature Portfolio guidelines for submitting code & software for further information.

Data
Policy information about availability of data

All manuscripts must include a data availability statement. This statement should provide the following information, where applicable:

- Accession codes, unique identifiers, or web links for publicly available datasets
- A description of any restrictions on data availability

- For clinical datasets or third party data, please ensure that the statement adheres to our policy

Field-specific reporting
Please select the one below that is the best fit for your research. If you are not sure, read the appropriate sections before making your selection.
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For a reference copy of the document with all sections, see nature.com/documents/nr-reporting-summary-flat.pdf
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Randomization
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Reporting for specific materials, systems and methods
We require information from authors about some types of materials, experimental systems and methods used in many studies. Here, indicate whether each material,
system or method listed is relevant to your study. If you are not sure if a list item applies to your research, read the appropriate section before selecting a response.

Materials & experimental systems

n/a Involved in the study

Antibodies

Eukaryotic cell lines

Palaeontology and archaeology

Animals and other organisms

Human research participants

Clinical data

Dual use research of concern

Methods

n/a Involved in the study

ChIP-seq

Flow cytometry

MRI-based neuroimaging

MaxQuant version 1.6.10.43, PANTHER v16.0 and Funset (http://funset.uno/) for LC-MS/MS analyses.

GraphPad Prism v8 for statistical analysis.

All data-sets used for quantifications in this study are provided within the article, supplementary information and as source data. The mass spectrometry proteomics
data generated in this study has been deposited to the ProteomeXchange Consortium via the PRIDE partner repository with the dataset identifier PXD033917
(https://www.ebi.ac.uk/pride/archive/projects/PXD033917). The RNA sequencing data generated in this study have been deposited in GEO under the accession
number GSE181216 (https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE181216). The authors declare no restrictions on access to raw data, which will be
available upon reasonable request from the corresponding authors.

No sample size calculations were performed in advance. In each case, we selected the sample size (n = number of biologically independent
samples or donors) based on our previous experience with similar experiments.

For experiments using CRISPR/Cas9-edited cells, those donors showing no down-regulation of the edited target were removed from analyses
to properly address the question on whether the genetic ablation of T cell proteins affects the synaptic transfer of vesicles.

We performed at least two independent experiments including a minimum of three independent biological replicates (cells from independent
donors).

Samples derived from different donors, T cell types, drug treatments and CRISPR/Cas9-gRNAs were randomly allocated in our experimental
plates and multi-well microscopy experiments.

Single-blind acquisition and analyses were performed by our collaborators at NanoFCM. Size of extracellular vesicles are reported based on
their analyses. Single-blind acquisition was also performed for the acquisition of drug and CRISPR/Cas9-synapse experiments by assigning
unique identification numbers to each condition.
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Antibodies
Antibodies used anti-human CD2 clone TS1/8 Mouse IgG1, $ Brilliant Violet 421™ (BioLegend, #309217, LOT# B279601, B310536), used at 1:100

dilution.

anti-human CD4 clone A161A1 Rat IgG2b, $ PerCP-Cy5.5 (BioLegend, #357414, LOT# B316515), used at 1:100 dilution.

anti-human CD4 clone OKT4 Mouse IgG2b, $ PE-Cy7 (BioLegend, #317414, LOT# B253231), used at 1:100 dilution.

anti-human CD8" clone HIT8a Mouse IgG1, $ Alexa Fluor® 700 (BioLegend, #300920, LOT# B256905), used at 1:100 dilution.

anti-human CD28 clone CD28.2 Mouse IgG1, $ eFluor® 450 (LifeTechnologies, eBioscience, #48-0289-42) used at 1 µg/mL.

anti-human CD28 clone CD28.2 Mouse IgG1, $ Alexa Fluor® 700 (BioLegend, #302920, Lot# non-available) used at 1 µg/mL.

anti-human CD38 clone HB-7 Mouse IgG1, $ Alexa Fluor® 700 (BioLegend, #356624, LOT# B257486 and B303849), used at 1:100
dilution.

anti-human CD39 clone A1 Mouse IgG1, $ Brilliant Violet 510™ (BioLegend, #328219, LOT# B303970 and B240467), used at 1:100
dilution.

anti-human CD39 clone A1, Purified, conjugated in house with Alexa Fluor 647 (#328202, LOT# B257126), used at 1 µg/mL.

anti-human CD40 clone G28.5 Mouse IgG1, $ conjugated in house with Alexa Fluor® 647 (BioLegend, #303602, LOT# B167433), used
at 5 µg/mL.

anti-human CD45 clone 2D1 Mouse IgG1, $ PE-Cy7 (BioLegend, #368532, LOT# B285632), used at 1:200 dilution.

anti-human CD45 clone 2D1 Mouse IgG1, $ APC-Cy7 (BioLegend, #368516, LOT# B289603), used at 1:100 dilution.

anti-human CD63 clone H5C6 Mouse IgG1, $ PerCP-Cy5.5 (BioLegend, #353020, LOT# B270203), used at 1:100 dilution.

anti-human CD73 clone AD2 Mouse IgG1, $ Purified antibody, conjugated in house with Alexa Fluor® 647 (BioLegend, #344002, LOT#
B188932 and B216192), used at 1 µg/mL.

anti-human CD81 clone 5A6 Mouse IgG1, $ PE-Cy7 (BioLegend, #349512, LOT# B276514 and B295863), used at 1:100 dilution.

anti-human CD154 (CD40L) clone 24-31 Mouse IgG1, $ Alexa Fluor® 488 (BioLegend, #310815, LOT# B224765), used at 5 µg/mL.

anti-human CD154 (CD40L) clone 24-31 Mouse IgG1, $ Alexa Fluor® 647 (BioLegend, #310818, LOT# B266279, B309948), used at 5
µg/mL.

anti-human CD156c (ADAM10) clone SHM14 conjugated in house with Alexa Fluor 647 (BioLegend, #352702, LOT# B212788), used at
1 µg/mL.

anti-human CD317 (BST2/Tetherin) clone RS38E Mouse IgG1, $ Alexa Fluor® 647 (BioLegend, #348404, LOT# B177299), used at 1 µg/
mL.

anti-human CD317 (BST2, PDCA-1) clone 26F8 Mouse IgG1, $ Alexa Fluor® 488 (eBioscience, Thermo Fisher Scientific Inc.,
#53-3179-42, LOT# 2134438), used at 1 µg/mL.

anti-human TCR"# clone IP26 Mouse IgG1, $ Brilliant Violet 421™ BioLegend® (#306722, LOT# B240856), used at 1 µg/mL.

anti-human TCR"# clone IP26 Mouse IgG1, $ Alexa Fluor® 488 BioLegend® (#306712, LOT# B269884, B312596), used at 1 µg/mL.

anti-human TCR"# clone IP26 Mouse IgG1, $ Alexa Fluor® 647 BioLegend® (#306714, LOT# B210817), used at 1 µg/mL.

anti-human Perforin clone B-D48 Mouse IgG1, $ PE-Cy7 (BioLegend, #353316, LOT# B275993), used at 5 µg/mL.

anti-human CD40 PercPCy5.5 clone 5C3 (BioLegend, #334316, LOT# B256342),used 1: 200 dilution for spectral flow cytometry.

anti-human CD4 BV650 clone OKT4 (BioLegend, #317436, LOT# B284308 and B289735), used 1:200 dilution for spectral flow
cytometry.

anti-human CD54 (ICAM1) BV711 clone HA58 (BD Horizon, #564078, LOT# B2032101 and #7143781), used at 1:200 dilution for
spectral flow cytometry.

anti-CD11c APC-Cy7 clone Bu15 (BioLegend, #337218, LOT# B254813), used at 1:800 dilution for spectral flow cytometry.

anti-human CD86 BV785 clone IT2.2 (BioLegend, #305442, LOT# B286180, B337087). used at 1:200 dilution for spectral flow
cytometry.

Mouse IgG1 kappa Isotype control clone X40 Brilliant Violet™ 421 (BD Biosciences, #562438, LOT# 8242926), used at 1 µg/mL.

Mouse IgG1 kappa Isotype control clone P3.6.2.8.1 eFluor 450 (BD Biosciences, #48-4714-82, LOT# 2191944), used at 1:100.

Mouse IgG1 kappa Isotype control clone MOPC-21 Alexa Fluor® 488 (BioLegend, #400129, LOT# B220820, B277964), used between
1 and 5 µg/mL depending on the effective concentration of the quantification antibody (e.g. anti-TCR or anti-CD154).

Mouse IgG1 kappa Isotype control clone MOPC-21 Brilliant Violet 510™ (BioLegend, #400172, LOT# B279185), used at 1 µg/mL.

Mouse IgG1 kappa Isotype control clone MOPC-21 Alexa Fluor® 647 (BioLegend, #400130, LOT# B262021), used between 1 and 5 µg/
mL depending on the effective concentration of the quantification antibody (e.g. anti-TCR or anti-CD154).

Mouse IgG1 kappa Isotype control clone P3.6.2.8.1 Purified antibody conjugated in house with Alexa Fluor® 647 (eBioscience,
Thermo FIsher Scientific Inc., #13-4714-85), used between 1 and 5 µg/mL depending on the effective concentration of the
quantification antibody (e.g. anti-TCR or anti-CD154).

Mouse IgG2a kappa Isotype control clone MOPC-173 Alexa Fluor 647 (BioLegend, #400240, LOT# B204560), used between 1 and 5
µg/mL depending on the effective concentration of the quantification antibody.

Mouse IgG1 kappa Isotype control clone MOPC-21 Alexa Fluor® 700 (BioLegend, #400144, LOT# B288791), used at 1 µg/mL.

Mouse IgG1 kappa Isotype control clone X40 Brilliant Violet 711 (BD Biosciences, #563044, LOT# 0030270), used at 1 µg/mL.

Mouse IgG2b kappa Isotype control clone MPC-11 Brilliant Violet 785 (BioLegend, #400355, LOT# B228711), used at 1:100 dilution.

anti-human IgG Fc, polyclonal, PE (Invitrogen, #12-4998-82, Lot# 196116), used at 1:100 dilution.

Rabbit anti-human TSG101 clone EPR7130B AF647 (#ab207664, LOT# GR260973-3), used at 1:100 dilution for microscopy.

Rabbit anti-human YB1 (YBX1) clone EPR22682-21 (Abcam, #ab255606, LOT# GR3285398-2 and GR3285398-4), used at 1:100
dilution for microscopy.

Rabbit anti-human SF3B3 clone EPR18440 (Abcam, #ab209402, LOT# GR255457-3), used at 1:100 dilution for microscopy.

Rabbit Isotype control clone EPR25A AF647 (Abcam, #ab199093, LOT# GR317039-3), used at 1:100 dilution for microscopy.

Rabbit anti-Vimentin clone EPR3776 AF555 (Abcam, #ab203428, LOT# GR3281079-1), used at 1:100 dilution for microscopy.

Rabbit anti-human CD40 Ligand clone D5J9Y (CST, #15094), used at 1:500 dilution for immunoblotting (western blotting).

Mouse anti-#-actin clone 8H10D10 (CST, #3700S, LOT# 18), used at 1:2,000 dilution for immunoblotting (western blotting).

Rabbit anti-TSG101 clone EPR7130B (Abcam, #ab125011, LOT#s GR299332-28 and GR299332-29), used at 1:500 dilution for
immunoblotting (western blotting).




